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X, Thou Coppono, pursuant Co 37 C.7.3U 01.132, daelare as 
follows! 


1* t s& one or cna Sjovnntots Cor toe above* identified 
pacent application. 

a* In mm, I asked Prof, c. Mloniele, 9ro£e»sor e£ 
cne Faculty of Agricultural and Applied Biological Science? at 
Kacholieke tmiweiteit Leuven in Belgium, to conduce cha 
Sallowing agperinentB under ny supervision to determine 
whetnsr the medium and grenctn conditions described in Cyilang 
efe al. would provide eativmtod epopee. Thou a experiment* and 
tneir results vera Cirsc reported in Declaration signed on 
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July 9, 1999. A w» detailed explanation of those 
experiment e and t hei r requite lv presented herewith. 


Keeoriilo and Method* 

i. (7ir 4wflTa M * Wprf *«- Peptone, Yeaee Extract and 
Potato Dextrcae Agar <9DA) were obtained Cram Unlpatn 
(Reaps hire, United Kingdom) „ Dextrose wae obtained Eros 
Xfferefc-Bel?olabe (fceuven, Belgium)* Peptone, Yeaec Bxtrwt and 
Pextroee xiwdiun was prepared according to Kaieer at al« 
(1094 > „ Peptone {2* w/vl , Yeast Extract (it- w/v> Kara 
dissolved in d ©Ionised wa>6sr «ut sterilised at 131 0 C for 20 
minutes, Tne pK of the obtained oadlum was 6.4, 

ftiXfeng!* gpTHQgwnw&ft. The strains Shisopvw oryws ATCC 9363 f 
Aspergillus ruatfsratu* CSS 146.09 aad Aspergillus soeeeiodanf 
VTTD-7603S vera obtained from respectively the American Type 
Culture Collection (ATCC, Manassas. VA, USA), Centraalbureau 
veor Sehlttmel cultured (CBS, Boacm, sins ffecherlcmds) aad VTT 
(Technlonl Research Ceacn off Finland, Sspoo, Pinland) Culture 
collections. The strains were grovn oa PDA at 26*C. Seven 
days old sporuleclae cultures on PDA served ae the starting 
material for euleuriup the fungi as described by Cyllano at 
aZ. (1977) . For each a era in a loopcuii oC material caxen treat 
the seven days old aporulatla? culture on PDA was inoculated 
in a tissue culture flea* containing 225 ml of Peptone, Yeast 
Extract aad Dextrose medium. The culture was grown for 3 
woeke at 20*C. A£cer the cultivation period the entire 
eulturo was honogonlzod by vigorously shafclngr the content of 
tho tie sue culture ciaefc. 


2 19 J to 


Feb. 1,200 1 1 0:22PM 


No, 0128 P. 14/18 


~ BS 08/898,73$ ftt cy. Dkt. No. 6194* 


5, ftnAlVWlff tit ftCElVttfciOll Of frh* e «™ffiF <«- gulftir^ 

tenosaaaCfi* Activated spores ware defined as desorlfted in tbe 
current patent application 00 'being significantly store 
swollen than the dormant 0±ee, the also of the spares being 
increased by a factor preferably between 1-3 and 10 over the 
dormant spore size and/or having one or mora germ Cuba* per 
spore. a nurse different sample* of 0.2 ml of the culture 
bomoganata vara examined aloroseoplcally. swelling o£ the 
spores was verified by aessurlag the spores so & signification 
of i2S0x by means of an eyepiece gratieuls micrometer. 
Activation wee reported as a percentage of the spore 
population, determined by s&eresaople count. Therefore, tne 
spore population was quantified by means of a Tfacnai counting 
eaambar at magnification, ox 12 Ox (Carl Seles, Jena, Germany) , 
Ac lease 100 spores per caajpLe were evaluated. 

sasuits 

d, ftTtnlvrrlfl of spore ncfciVTiMfln- The dormant olee of 
various fungal spores is daserlbed by Pice and Ebcfciog C1937) , 
Ad 0 or ding co this rsforenoe, the sporangiospores of Aoisopus 
cryvae are of variable shape, ellipsoidal to brpadly fusiform 
or irregularly angular, oenonnly 5,0 - S.0 ^1 long, tne " 
eondlosporas of Aeporff^lXua an»t$2oda^~axe~flpherieal to 
subspheroldal witi. 4-0 - 5.0 m» diameter; the oondiospoges of 
^f?^ 1 "* ^^gacus aw apterlcal to subspboroidal, vl^ 2.5 t 
Vij:JL5!5L**^^-_ °** cbserVetiene of dormant sporee of 
the three tested strains were in agrasment v Lz* the 
description given by Pitt and Sorting tX*»7F. Accordingly, ve 
defined activated spores of Bhinpua eryrae atcc 936%, 
Aspergillus! fumigatas CSS 146,39 an d AerpergXllus amstelodtoM 
VTT D-76035 ae naving raopsocivoly a elite of more then 9.S 
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6.Q tm and 3.6 and/or one or more germ tutoee per spore* 
Figux© l.ahows some atcrepfaotographe of dormant, avollea and 
activated spores of fibisepvo oxysae ATCC 9363. 



Figure 1. Activated spores obtained toy treatment so described 
in the current patent application (magnif ieatlos 720k) : A. 
dormant operas? 8. swollen spores vita one activated (Ac) 
spore. I.e. significantly mora swollen than the dormant size* 
C. Activated spores slgairicaxicly sure swollen than the 
dormant else and having one or more gem tubes per spore. 
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TOe rooulto 9C the analyst* or oporo eotivaeion in the 
culture Hamoganafcae ianediecely after horooo/enioation (0 time) 
under tine procedure of Cyllany et el. (1977) are presented 
Tab la S. 

Tenia X* Spore Activation at 0 Tiro in the Culture 
Eomogeaatea » 


&&4«cpu0 eryaae ATCC 9361 0 
Aspergillus ftonloaeu/* CSS 146.89 o 
ABpBrg^ll um amap&lodami VTT n* 76035 0 

Furchetf activation ot eporea la tho culture homogenaciie was 
analysed ester $ hour* incubecion or tM culture noaogonacop 
at 20»Q or 42*6, although this deviates 2rem tho procedure o£ 
Oyllang et el. (1977) , In tfcia procedure ao incubation period 
ie preear±bea Between preparation of tne hemogenate and 
inoculation ofi tne barley. Tbe result e are prevented in Table 
XX. 

Table XX. Spore Activation After 6 Bourn Incubation in tho 
Culture Homogenate*. 


Incubation Xaeufiaclos 
at » q C at 1?*C. 


Rhlzopu? oryne ATCC 9363 0 o 

AoperffiiiuB euolgazua CBS 1*9.09 o o 

Aspergillus surtstgladaml VTT D*76035 3 0 
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la contrast, creocmant ot mpopxw oryma mtcc 9362 spores as 
described to die current patent application resulted in * high 
level ©X activation e* the spore as more than 90* ot the 
spores had a else of moro Clian 9.6 pin ana/or had one or more 
germ cubes per spore* 

7, gy»p<*itn»igmfl . Culture homoganatee of /ULieopus eryvee 
ATCC 9363, J&spezpllluft AuXgacus GPS 146.09 on* Aspergillus 
ensteZodamX VTT &-7603S prepare* according eo Cyllang ec al. 
(1977> do sot contain activated spores* ibis experiment snows 
that successful activation depends, on Incubation ot dormant 
spores for & sof Cicient time ac a suitable temperature and in 
a suitable medium. In tbs opera suspension as prepared by 
Qyllang seal. (1977) the madium is an exhaunted growth medium 
that does not provide the suitable conditions Sox spore 
activation, and the spores are not incubated for a surciclsnc 
time at a suitable temperature. 

8, PDAr Pocato Dextrose Agar; ATCC; 
American Type Culture Collection; CBC, Centra wlbureau. voor 
schitreneleulfcuresi VTT # Technical Research Centre of Finland; 
Ac, activated. 

s. Efltfnscncaa. 

Gyllon?, K. # sattnarfc, L. and Martinson, B., The iariuenee 
of some fusgi on malt quality, esc Proceedings of the 16** 
Congress, 1977. 

Raiser, C. , Klohseiia, 6. and Michel 1, A., Methods in 
yeast $enetiCD, Appendix A, p. 207, Cold Spring Harbor 
Laboratory Press, Rev York, USA, 1904. 
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„,„„ T r -a* soekiag, A.O. Juagt ana food appiiaga, 

?iiS; LS*S that the aftqvB BtaeoBmee Mde ct «nr ■«« 
H^^S^S^tr^w^taTIlI BtitBnesta made « Ufionwtioo 
STSlS^^SSiSSS* e. be true. 
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